mM NaCl, 5% glycerol, 1 mM TCEP) following the manufacturer's instructions.
Briefly, A 20 mM stock solution of lyophilized dye suspended in DMSO was diluted into the protein solution to a 10-fold molar excess and the conjugation reaction was allowed to proceed overnight, in the dark at 4 °C. The reaction mixture was then dialyzed against 20 mM Tris-HCl pH 7.6, 200 mM NaCl, 5% glycerol to remove excess dye, and then loaded on a Superdex 75 10/300 column (GE Healthcare) to isolate labeled proteins, monitored following absorbance at 544 nm.
Fluorescence polarization assays were carried out at 22 °C on a 384 wells plate using a infinite 200 instrument (Tecan) using an excitation wavelength of 535 nm and emission wavelength of 580 nm. Concentrations in the nanomolar range (20-50 nM) of labeled proteins were titrated with wild type or mutant HECT domain (~100 M).
Polarization readings from at least two independent experiments were averaged and fitted as described in Eletr et al. (Eletr et al, 2005) .
Surface Plasmon Resonance
The binding of monoUb, K63-linked Ub dimer and Ube2D3 to the wild type and mutants GST-HECT Nedd4 was measured using a Biacore T100 instrument. Anti-GST (GE Healthcare) was immobilized on a CM5 chip by amine coupling following the manufacturer's protocol. GST-fusion proteins were captured on this surface to a density of 300RU; the analytes were injected at a flow rate of 30 μl min -1 in 10 mM Na-HEPES pH7.5, 150mM NaCl and 0.05% Tween at 25ºC. Curve fitting was carried out with GraphPad Prism4 software. A single-site-binding model was used to fit the data. Fig. 4 To test whether the HECT Nedd4 :Ub binding is compatible with the HECT:E2~Ub complex, we generated a model of these interactions. We first superposed HECT Nedd4 N-lobe small subdomain to the HECT Nedd4-like N-lobe small subdomain of the HECT Nedd4-like :UbcH5b~Ub structure (pdb code 3jw0), in order to correctly place the E2~Ub moiety on HECT Nedd4 . Then we superposed HECT Nedd4 N-lobe large subdomain to the HECT Nedd4-like N-lobe large subdomain, in order to get the position of the C-lobe in the HECT:E2~Ub complex. The model was then assembled by putting together HECT Nedd4 N-lobe, and the C-lobe and UbcH5b~Ub moieties from the aforementioned superimpositions. No clashes were present, nor were interactions predicted, between UbcH5b and the N-lobe:Ub. have almost identical affinities implying that the apparent preference towards longer chains visible on GST pulldown shown in A (and in Fig.1A ) is due to avid interactions that are artificially promoted in the dimeric GST-fusions. Notably, (F) SPR assay of wild-type and mutant HECT Nedd4 domain with monomeric Ub. Y605A mutant displays a ten times lower affinity while F707A K D was not measurable. (Brzovic et al, 2006) 2fuh 300 M NMR 540 Å 2 (backside)
Generation of model depicted in

SUPPLEMENTARY FIGURE LEGENDS
Supplementary
8-44-70
UbcH5b (Sakata et al, 2010) 3a33 N.D. 450 Å 2 (thiolester) 840 Å 2 (backside) 
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